Introduction {#sec1-1}
============

In developing countries women's are commonly suffering from the cervical cancer. A report was published by Jemal et al., which gives a data of 275100 patients get dead and 529800 new cases of cervical cancer in 2008 (Jemal et al.,2011). There are several methods available for the management of cervical cancer depending on the stage such as management at early stage through surgery and radiation therapy was used for the management of advanced cancer. However in both the cases chemotherapy was used as an adjuvant therapy.

In the recent era, for the effective management of cancer several researches is performing on natural products (Mukherjee et al, 2001). Several reports show that number of herbal drugs was used to manage the cervical cancer by inhibiting growth of cancerous cells and several molecules were developed as the drug for the management of it (Srivastava et al, 2005).

Epifriedelinol was isolated from the roots of *Aster tataricus* (Asteraceae) and leaves of *Vitex peduncularis* Wall. ex Schauer (Verbenaceae) (Kannathasan et al, 2015; Ng et al, 2003). Epifriedelinol reported to posse's strong antibacterial, anti-inflammatory and antioxidant property (Duke and Ayensu, 1985; Ma et al, 2011). Moreover these herbs were traditionally used for the management of cancer. Thus given investigation evaluates the anticancer activity of Epifriedelinol in cervical cancer.

Material and Methods {#sec1-2}
====================

Cell culture {#sec2-1}
------------

C-33A and HeLa cancer cell lines of cervical cancer were procured from Shanghai Institutes for Biological Sciences, Shanghai, China. DMEM medium was used for the growth of cell lines of cervical cancer in presence of gentamycin (50µg/ml) and fetal bovine serum 10% (FBS). All these cell lines incubated in humid incubator at 37° C with CO~2~ incubator.

MTT Assay {#sec2-2}
---------

MTT assay was performed for the estimation of viability of cell. Trypsin EDTA was used to detach the cancer cells from dish and cells were poured into a 96 well plate in which each well contain 3000 cell and 100 µl of medium. Epifriedelinol (Sigma, USA) at a different concentration of (0, 50, 100, 250, 500 and 1000 µg/ml) incubated with cervical cancer for the duration of 72 hr. Later 1% MTT solution of 50 µl concentrations was poured in to well plate and incubated for the period of 4 hr. then this solution of well was replaced with fresh DMSO solution. Microplate reader was used for the estimation of absorbance of plate at wavelength of 550 nm.

Apoptosis assay {#sec2-3}
---------------

Cell Death Detection ELISA Plus kit was used for the estimation of apoptosis. The method used in this study determined the apoptosis of cell that was associated to DNA fragmentation. Here, C33A and HeLa cells were poured in to plate for the duration of 16 hr with Epifriedelinol. Later to it collect the lysates cells and transfer it to a plate that was coated with streptavidin. In cell lysates a mixture of anti-DNAPOD and anti-histone--biotine was added and then this mixture was incubated for the period of 2 hr. Thereafter it was conjugated to form an immune complex and micro plate reader was used to read the plate at 405 nm.

Estimation of activity of Caspase-3, 8, and 9 {#sec2-4}
---------------------------------------------

All the cancer cell lines (C33A and HeLa) were placed in 96 well plate with and without epifriedelinol and incubate the same for 24 hr. Caspase Assay Kit was used for the estimation of activity of caspase enzymes. PBS was used to was all the cells and centrifuge the same for 5 min at 150 g. caspase-9 (LEHD-pNA), caspase-8 (IETDpNA) and caspase-3 (DEVD-pNA) specified colorimetric substrate peptides contains reaction mixture was mixed with cell lysates and isolated for 2 hr at 37°C. Microplate reader was used to estimate the absorbance at 405 nm wavelength.

Estimation of cytochrome c {#sec2-5}
--------------------------

Mitochondria releases the cytochrome c after the treatment with epifriedelinol was estimated using cytochrome c ELISA kit. Cells were collected after the 24 hr of treatment and PBS was used to wash the same. Later digitonin cell permeabilization buffer was used to resuspend the cells and incubate it for the period of 5 min. In cytochrome c 96-well plate diluted sample was added and incubate it for 1 hr. Thereafter in each well cytochrome c conjugate was poured and again incubate it for 30 min. Microplate reader was used to estimate the level of cytochrome c at 405 nm.

Analysis of western blot {#sec2-6}
------------------------

All the cancer cells were incubated for 2 days after pour it to 100 mm dish and later to it cells were treated with epifriedelinol at different concentration for the period of 1 day. Concentration of protein was estimated using BCA protein kit and for standard bovine serum albumin was used. Gel electrophoresis was used for the estimation of protein. The proteins were incubated at temperature of 4 °C by diluting the same with Bak and Bcl2 antibody. Later wash the same and again incubate with secondary antibody. ECL detection kit was used for determining the binding of antibody through chemiluminescence staining and Image J software was used to perform densitometry analysis.

Statistical analysis {#sec2-7}
--------------------

All the values of this study expressed as mean ± SEM and the data was statistically analyzed by one-way ANOVA (Dunnett test) and student t test. p\<0.05 was considered statistically significant.

Result {#sec1-3}
======

Effect of Epifriedelinol on C33A and HeLa cells {#sec2-8}
-----------------------------------------------

Effect of epifriedelinol on the viability of cell was estimated by MTT assay as shown in [Fig. 1](#F1){ref-type="fig"}. There was significant decrease in the viability of cell (C-33A and HeLa) with the increase in concentration of epifriedelinol than non treated cells. However viability of cell count of HeLa was decreases to 25 % after 72 hr of treatment with epifriedelinol (500 µg/ml) and the count of C-33A cells was decreases to 11% after 72 of treatment with epifriedelinol (250 mg/kg).

![Cytotoxic effects of epifriedelinol on C-33A and HeLa cells. I & II: Epifriedelinol treatment at different concentration for 2 days to C-33A aand HeLa cells. III: Epifriedelinol at a concentration of 250 µg/ml treated to C-33A cells and HeLa cells treated with 500µg/ml concentration of epifriedelinol for 1, 2 and 3 days. Data was expressed as Mean±SEM, \*\*p\<0.01 than control group](AJTCAM-14-80-g001){#F1}

Moreover IC50 of epifriedelinol was estimated in C-33A and HeLa cells. Result of IC50 of epifriedelinol suggested that it was having more sensitive against C-33A cells than HeLa cells ([Table 1](#T1){ref-type="table"}).

###### 

Effect of epifriedelinol on IC50 value of C-33A and HeLa cells

  Sr. No.   Cell line       24 hr        48 hr        72 hr
  --------- --------------- ------------ ------------ -----------
  1         HeLa (µg/ml)    428.4±19.7   251.9±11.8   123.1±9.6
  2         C-33A (µg/ml)   132.8±12.4   59.3±6.2     42.8±3.7

Effect of epifriedelinol on induction of apoptosis {#sec2-9}
--------------------------------------------------

Effect of epifriedelinol on fragmentation of DNA was assessed after 24 hr. It was observe that treatment with epifriedelinol significantly enhances the apoptosis by inducing the fragmentation of DNA to oligonucleosomes in both the cell lines. However formation of oligonucleosomes significantly increases in C-33A and HeLa upto 6 and 3.1 folds respectively ([Fig. 2](#F2){ref-type="fig"}.).

![Effect of epifriedelinol on induction of apoptosis in C33A and HeLa cell lines Data was expressed as Mean±SEM, \*p\<0.05, \*\*p\<0.01 than control group](AJTCAM-14-80-g002){#F2}

Effect of epifriedelinol on the intrinsic and extrinsic pathway of apoptosis {#sec2-10}
----------------------------------------------------------------------------

Effect of epifriedelinol was observed on the pathways of apoptosis in cervical cancer cells as shown in [Fig 3](#F3){ref-type="fig"}. It was observed that treatment with epifriedelinol significantly (p\<0.01) enhances the activity of caspase 3, 8 and 9 enzymes in as dose dependent manner in C33A and HeLa cell lines. In addition to it result of assay of cytochrome c suggested that treatment with epifriedelinol increases the cytosolic cytochrome c in a dose dependent manner in both the cell lines ([Fig. 4](#F4){ref-type="fig"}.). Both these finding of this study gives an evidence that epifriedelinol induces the apoptosis by stimulating both intrinsic and extrinsic pathway.

![Effect of epifriedelinol on the activity of caspase enzymes in C33A and HeLa cell lines. Data was expressed as Mean±SEM, \*p\<0.05, \*\*p\<0.01 than control group](AJTCAM-14-80-g003){#F3}

![Effect of epifriedelinol on the concentration of cytosolic cytochrome c in both the cell lines\
Data was expressed as Mean±SEM, \*\*p\<0.01 than control group](AJTCAM-14-80-g004){#F4}

Effect of epifriedelinol on the expressions of Bcl-2 Family Proteins {#sec2-11}
--------------------------------------------------------------------

Effect of epifriedelinol on the expressions of Bcl-2 Family Proteins such as Bcl-xL, Bcl-2, Bad, Bim, Bak and Bax for induction of apoptosis in C33A and HeLa cell lines was shown in [Fig. 5](#F5){ref-type="fig"}. It was observed that treatment with epifriedelinol significantly (p\<0.01) enhances the expressions of Bad, Bim and Bak proteins in C33A and HeLa cell lines than untreated cells. Whereas, expressions of Bcl-xL and Bcl2 was down regulated in both the cell line after treatment with epifriedelinol than untreated group.

![Effect of epifriedelinol on Bcl-2 family proteins of HeLa and C-33A cells by western blot analysis](AJTCAM-14-80-g005){#F5}

Effect of epifriedelinol on the expressions of inhibitor of apoptosis proteins (IAP) {#sec2-12}
------------------------------------------------------------------------------------

Effect of epifriedelinol on the expressions of IAP (survivin and XIAP) was shown in [Fig. 6](#F6){ref-type="fig"}. There was significant decrease in the expressions of survivin and XIAP protein in epifriedelinol treated groups than control group in a dose dependent manner.

![Effect of epifriedelinol on the expressions of IAP family of HeLa and C-33A cells by western blot analysis](AJTCAM-14-80-g006){#F6}

Discussion {#sec1-4}
==========

In developing country, majority of women are suffering from cervical cancer. Several therapies are available for the management of cancer but all of them need adjuvant therapy associated to it for the better management of cancer. This investigation evaluates the effect of epifriedelinol on the cervical cancer by inducing apoptosis. Here two cancerous cell lines C33A and HeLa of cervical cancer were selected and effect of epifriedelinol on the process of apoptosis induction was seen in these cell lines.

Literature suggested that several anticancer drugs induces apoptosis process and thereby alters the growth of cancerous cells (Gimenez-Bonafe et al., 2009). In the reported investigation there was increase in the oligonucleosomes production that characterizes the induction of apoptosis. In addition, treatment with epifriedelinol significantly translocates cytochrome c and also enhances the activity of caspase enzymes.

Bcl-2 regulates the intrinsic pathway of apoptosis and apoptosis process was regulated by the ratio of pro-apoptotic to anti-apoptotic proteins (Frenzel et al., 2009). Here in this study treatment with epifriedelinol significantly down regulates the expressions of anti apoptotic protein and enhances the expressions of pro apoptotic protein. Literature also suggested that cell proliferation in cancer results due to suppression of protein also and IAP protein inhibits the apoptosis (Mita et al., 2008). Moreover this protein enhances the resistance of cancer cell for the apoptosis (Mace et al., 2010). In the recent year molecules are targeted to this protein by the scientist for the design of new strategies to treat the cancer. Result of our study shows that an expression of IAP protein significantly declines after the treatment with epifriedelinol.

Conclusion {#sec1-5}
==========

Result of our study proves the anticancer activity of epifriedelinol in cervical cancer by inducing apoptosis as treatment with it enhances the production of oligonucleosomes, translocation of cytochrome c and activity caspase enzymes. Moreover it down regulates the expressions of IAP and also disturbs the ratio of pro-apoptotic to anti-apoptotic proteins in the cell.
